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9.0 CONTINUATION SHEET

. Submitter Tracking Number/Internal ID

7106 4575 1292 0338 1026
L-04-2-1

Continuation of 2.1

Reporting is based on the following summary results.

SUMMARY:

The clastogenic potential of Cyclohaxylisocyanat was evaluated in a chromosome
aberration test in vitro. Initially Chinese hamster V79 cells were exposed in the
absence of 89 mix for 4 hours 1o concentrations of 1. 2, 4, 8, and 8 pg/ml of
Cyclohexylisocyanat. Cultures of afl concentrations were harvested 18 hours after the
beginning of the treaiment. In addition, cells treated with 4, 8. and 8 pg/mi were
harvested 30 hours after the beginning of the treatment. In the presence of $9 mix
calls were exposed for to concentrations of 4, 8, 18, 22, and 26 pg/mi of
Cyclohexylisocyanal. Cultures of all concentrations were harvesled 18 hours after the
beginning of the treatment. In addition, cells treated with 18, 22 and 26 pg/mi were
harvested 30 hours after the beginning of the treatment. Based on their cytotoxicity
concenirations were selected for reading of metaphases.

Without $8 mix cytotoxic effacts were observed at 2ug/mi and above. With S8 mix
cytotoxic effects were observed at 4 pg/mi and above. Precipitation in the madium
was not observed.

Thetefore, concentrations of 1, 2 and 4 ug/mi Cyclohexylisocyanat were chosen for
reading in the absence of 89 mix. In the presence of S9mix 4, 8 and 18 pg/mi of
Cyclohexylisocyanat were empioyed. All of these cultures harvested 18 hours after
the beginning of the treatment were included. In addilion, cultures treated in the
absence of 53 mix with 4 pg/ml and harvested 30 hours after the beginning of the
treatment were used. The same was true for cultures treated in the presonce of $9
mix with 18 pg/mi.

in the absence of 89 mix cultures treated with Cyciohexylisocyanat showed at

4 ug/mi statistically significant increases for the numbers of aberrant metaphases
which were of questionable biological relevance, However, in the presence of 59 mix
cultures treated with Cyciohexylisocyanat showed biologically relavant and
statistically significant increased numbers of aberrant metaphases at 18 ug/mi,

The positive controls mitomycin C and cyclophosphamide induced clastogenic effects
and demonstrated the sensitivity of the test system and the activity of the used S9
rux,

Based on this test, Cyclohexylisocyanat is considered to be clastogenic for
mammalian cells ins vitro, at least with 89 mix.
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